To demonstrate the base of the syncytium to contain mainly SBU-3 but not SBU-1, some sections were stained twice using the indirect immunoperoxidase procedure described previously (Lee et al., 1988) . Sections were first stained with MAb SBU-1, mounted with water, and examined, and several areas at which the bases of the syncytia were negative were photographed. After this, the same sections were stained a second time with MAb SBU-3. After being dehydrated, cleared in xylene, and mounted in DPX, the same areas were re-photographed.
As a control, an irrelevant MAb was used in place of MAb SBU-3 in the second staining. MAb was used to replace MAb SBU-3 in the second staining.
Results
In the interplacentomal area, the uninucleate cells of the trophoblast were stained positively with SBU-l, while the binucleate cells showed a similar staining pattern as that observed in the placcntome.
The uterine epithelial cells were also stained positively with SBU-1. Some syncytia were seen interspersed between the uterinc epithelial cells; these exhibited a similar staining pattern to the syncytia in the placentome, i.e. , only the apical cytoplasm was SBU-l positive, whereas the cytoplasm at the basal region was not stained.
No SBU-3-positive cells were present in the interplacentomal region. Other cells stained positively by SBU-1 included the epithelial cells of the endometrial glands, the fibroblast-like cells in the interplacentomal stroma, the caruncular septa, and the chorionic villi.
With the increase in age of the fetus, a progressive reduction in the staining intensity ofthc fibroblast-like cells and the syncytia lining the caruncular septa was observed. By 100-130 days of gestanon almost all the placentomal binucleate cells were negative or very weakly stained by SBU-1. The fibrocyte-like cells in the chorionic villi and caruncular septa were not stained by SBU-1. However, the uninucleate cells in the trophoblast were still reactive to SBU-l ( Figure  2a ).
On the basis of the above observations, placental tissue at approximately 100-130 days ofgcstation was used as a suitable source for isolation of trophoblast uninucleate cells for in vitro studies, because the purity of the isolates could be determined by SBU-1. In addition, SBU-3, which is specific for the placentomal binucleate cells and the syncytia, can also be used concurrently for confirmation. As shown in Figure  2b , the Percoll-purified pellet contamed a majority ofcells (60 ± 0.5%) stained by SBU-1, and these cells had similar morphological features to the SBU-1-positivc uninucleate cells in the trophoblast (Figure 2a ). The other cell types, including fibroblasts/fibrocytes or endothelial cells, fragments of dispersed syncytia, and binucleate cells, were unstained. The binucleate cells, which were present in low numbers, were easily demonstrated by SBU-3 ( Figure  2c ). A similar explanation can be given for the binucleate cells.
Binucleate cells are considered to be derived from the uninucleate cells (Hamilton et al., 1960; Amoroso, 1952; Wimsatt, 1951 Figure  2a ).
Enzymatic dispersion of the trophoblast cells did not appear to alter the reactivity of the trophoblast uninucleate cells to SBU-i nor that of the binucleate cells to SBU-3. This is to be expected, because both these antigens are localized intracellularly and the properties of these products are preserved.
In conclusion, the present study has clearly demonstrated that the MAb SBU-i to a-keratin is a unique marker for determining the purity ofdispersed uninucleate cells from placentomes of sheep at about 100-130 days of pregnancy. At this stage of pregnancy, a-keratin is detectable only in these cells. MAb SBU-3 can be used in conjunction with SBU-1 to determine whether there is any contamination ofcell pellets by binucleate cells. In sheep, it is at this stage of gestation that the placenta reaches its peak of secretory activity, and placentomes are therefore a good source for isolation of cells for in vitro studies of the control of placental hormone secretion.
